Purpose: This study is to investigate the estrogen receptor β (ERβ) expression in molecular subtypes of breast cancer and clinic significance of ERβ expression.
Introduction
Estrogen receptor (ER) and progesterone receptor (PR) are steroid hormone receptors that belong to the nuclear receptor superfamily. Clinically, ER and PR are hormone dependent receptors of cancer cells. The human epidermal growth factor receptor 2 gene (Her-2) encodes a transmembrane receptor-like protein, which has tyrosine kinase activity. ER, PR and Her-2 play important roles in prognosis of breast cancer. There are two types of ER, which are ERα and ERβ. ERβ was cloned in 1996 by Kuiper et al. [1] from the cDNA library of rat prostate and ovary. ERα and ERβ both play important roles in regulating the biological function of the estrogen [2] . It is reported that ERβ has prognostic value in breast cancer [3, 4] . For example, Jensen et al. [5] reported that ERβ expression was closely related to tumor growth and invasion of breast cancer and was a prognostic factor for breast cancer.
Based on genetic profiles of ERα, PR and Her-2, Perou et al. [6] proposed the molecular subtypes of breast cancer in 2000, which included the luminal subtype, Her-2 overexpression type, basal-like type and normal breast-like type. In 2003, Sorlie et al. [7] further divided the luminal subtype into luminal A type and luminal B type. It is wellknown that molecular subtypes are closely related to breast cancer prognosis. Luminal subtype of breast cancer has better prognosis than other subtypes and luminal A subtype has the best prognosis of all molecular subtypes [8] . However, in clinical practice, expression of ER, PR and HER-2 evaluated by immunohistochemistry are used to identify various breast cancer subtypes. Evidence indicates that subtypes of breast cancer identified by DNA microarray may approximately relate to expression of commonly used markers in breast cancers: ER, PR and HER-2 status [9] . Moreover, immunohistochemistry is much easier and cheaper than gene microarray, but provides significant information to discriminate good and poor prognosis breast cancer [10] [11] [12] . Thus, we used expression of ER, PR and HER-2 to identify molecular subtypes of breast cancer in this study.
In this study, the ERβ expression was examined by immunohistochemical staining in 730 cases of breast cancer. The ERβ expression was analyzed in different molecular subtypes of breast cancer. And the correlation of ERβ with ERα, PR and Her-2 was also studied. Additionally, the accumulative tumor-free survival rate of breast cancer patients with different expression levels of ERβ was further compared. Moreover, the prognostic role of ERβ in breast cancer was evaluated by Cox regression analysis.
Materials and methods

Samples
Seven hundred and thirty cases of patients with pathologically confirmed breast cancers were enrolled in this study. They were all diagnosed and treated in the First Affiliated Hospital of Xinjiang Medical University from January 2000 to December 2010. They had invasive ductal carcinoma, with clinical stages of stage 0, stage I and stage II. Their clinical data were complete and were shown in Table 1 . The patients were followed up for 2 to 10 years. During the follow-up time, 21 patients were censored. Patients died of other diseases, lost to follow-up at the time of last contact or before study cut-off were censored.
Prior written and informed consent was obtained from every patient and the study was approved by the ethics review board of Xinjiang Medical University.
Immunohistochemical staining
Breast cancer tissue specimens were fixed in 10% formaldehyde for 24 h and then embedded in paraffin. Tissue specimens were sliced into 3 um sections and placed in a 70°C oven overnight. Sections were then dewaxed in xylene for 20 min and rehydrated in graded alcohols. Endogenous peroxidase was blocked by using a 3% solution of hydrogen peroxide for 10 min. For antigen retrieval, sections were placed in EDTA antigen retrieval solution and boiled for 20 min. After naturally cooling to room temperature and washing with PBS, sections were incubated with primary antibodies of polyclonal rabbit anti-human ERβ antibody (BY-02101, Shanghai Yueyan Biological Technology, CO., Ltd., Shanghai, China), monoclonal rabbit anti-human ERα antibody (ZA-0102, Beijing Zhong Shan-Golden Bridge Biological Technology CO., Ltd., Beijing, China), monoclonal rabbit anti-human PR antibody (ZA-0255, Beijing Zhong Shan-Golden Bridge Biological Technology CO., Ltd., Beijing, China) and monoclonal rabbit anti-human Her-2 antibody (4B5, Ventana Medical Systems Inc., Tuscon, Arizona, USA) at 37°C for 1 h in the dark. Then sections were incubated with secondary antibodies of HRP conjugated anti-rabbit IgG at 37°C for 30 min in the dark. After antibody incubation, sections were developed with DAB chromogenic reagent for 5 min and counterstained with haematoxylin. After hydrochloric acid differentiation and dehydration in graded alcohols, sections were mounted with neutral gum. Positive samples were used as the positive controls. In the negative controls, the secondary antibodies were replaced with PBS.
Determination of ERβ, ERα, PR and Her-2 expression levels
The immunohistochemical staining results were evaluated by an experienced pathologist. Cells with brown staining were ERβ positive cells. Five fields at high-magnification were randomly taken. ERβ positive rate was the ratio of the number of ERβ positive cells to the total number of cells in each field. ERβ positive rate less than 1% was defined as ERβ negative (ERβ (−)). A positive rate between 1% and 10% was defined as ERβ weak positive (ERβ (+)). ERβ positive rate between 10% and 50% was defined as ERβ positive (ERβ (++)). ERβ positive rate over than 50% was ERβ strong positive (ERβ (+++)).
ERα and PR positive cells were also stained brown. 
Results
ERβ, ERα, PR and Her-2 expression in breast cancer
To determine the expression of ERβ, ERα, PR and Her-2 in breast cancer tissue, immunohistochemical staining was performed. Representative results were shown in Figure 1 . Cells with brown granules were positively stained. As described in "Materials and Methods", ERβ expression levels were divided into ERβ (−) ( Figure 1A ), ERβ (+) ( Figure 1B ), ERβ (++) ( Figure 1C ) and ERβ (+++) ( Figure 1D ). ERα negative and positive expression was shown in Figure 1E and Figure 1F . PR negative and positive expression was shown in Figure 1G and Figure 1H . Her-2 negative and positive expression was shown in Figure 1I and Figure 1J . 
Correlation analysis of ERβ, ERα, PR and Her-2 expression
To analyze the correlation of ERβ, ERα, PR and Her-2 expression, Spearman's Rank-order correlation was performed in 730 cases of breast cancer patients. The results were shown in Table 3 . ERβ expression and Her-2 expression was positively correlated (P < 0.05). ERα expression and Her-2 expression was negatively correlated (P < 0.01). And, there was a negative correlation between PR expression and Her-2 expression (P < 0.05). A positive correlation was found between ERα expression and PR expression (P < 0.01). However, no correlation between ERβ expression and ERα expression or PR expression was identified (P > 0.05).
The tumor-free survival rate of the patients with positive expression of ERβ is significantly decreased
To investigate the effect of ERβ expression on survival of breast cancer patients, the accumulative tumor-free survival rate was analyzed by Kaplan-Meier method and the differences in survival time were analyzed by LogRank test. The survival curve of ERβ negative and positive expression patients (including ERβ (+), ERβ (++) and ERβ (+++) ) was shown in Figure 2 . The median tumor-free survival rate in patients with negative ERβ expression was 9.341 years. Meanwhile, the median tumor-free survival rate in ERβ positive expression patients was 7.850 years, significantly lower than that in low ERβ expression patients (Log-rank test, χ 2 = 10.748, P < 0.01). This result suggests that patients with positive ERβ expression had shorter tumor-free survival time and poor prognosis.
Analysis of prognostic factors for breast cancer
We also analyzed the prognostic factors for breast cancer by the Cox multivariate analysis. The analyzed factors included clinical stage, ERβ expression, ERα expression, PR expression, Her-2 expression and postoperative chemotherapy, radiotherapy and endocrine therapy. As shown in Table 4 , clinical stage I was a risk factor for breast cancer prognosis, with OR value = 0.164 and P = 0.000. Clinical stage II was also a risk factor for breast cancer prognosis, with OR value = 0.408 and P = 0.001. And, the OR value and P value of ERβ expression was 0.481 and 0.016, respectively, indicating that ERβ expression was a prognostic risk factor for breast cancer. In addition, postoperative chemotherapy was also a prognostic risk factor for breast cancer, with OR value = 0.334 and P = 0.001. However, ERα expression, PR expression, Her-2 expression, radiotherapy and endocrine therapy were not independent prognosis factors. Therefore, the independent prognostic risk factors for breast cancer included clinical stage, ERβ expression and postoperative chemotherapy.
Discussion
Breast cancer is a common malignancy in women, with high mortality rate [13] . Identification of biomarkers for early detection and new therapeutic targets of breast cancer helps to reduce the morbidity of this frequent pathology in women. To date, several breast markers have been postulated, such as ER (ERα and ERβ), PR, Her-2, BRCA1 (breast cancer susceptibility gene) and β1 integrin [14] [15] [16] . Among them, the role of ERβ in breast cancer prognosis is still controversial. In this study, the expression of ERβ in different molecular subtypes of breast cancer was compared. Our result showed that the expression level of ERβ had significant difference (P < 0.05) in the four molecular subtypes of breast cancer. In ERβ negative expression group, the proportion of luminal A type was significantly higher than the other three subtypes while the proportion of Her-2 overexpression type and basal like type was the lowest. Due to its strong invasive ability and metastasis ability, the basal like type is an independent prognostic factor of distant metastasis [17] . In this study, the basal like type had higher proportion of cases with ERβ (+++) expression, indicating that overexpression of ERβ may suggest poor prognosis of breast cancer.
Her-2 is considered to be an oncogene that is closely related to the development of breast cancer [18] . It is involved in the regulation of cell proliferation and differentiation, and its over-expression indicates high degree of malignancy, high recurrence rate, strong invasion and metastasis and poor prognosis. In this study, ERα and Note: Spearman's Rank-order correlation, *P < 0.05, **P < 0.01.
Her-2 expression was significantly negatively related (P < 0.01). PR expression and Her-2 expression was negatively related (P < 0.05). ERα expression and PR expression was significantly positively related (P < 0.01). These results were consistent with previous reports [19] . Moreover, ER and PR might be associated with Her-2 signal transduction pathway [20] . ERα in combination with estrogen could inhibit the expression of Her-2. Her-2 expression is up-regulated when ERα expression is down-regulated. Chung et al. [21] also found that the Her-2 expression was directly related with ERα expression. However, the role of ERβ in breast cancer and whether it could be used as a prognosis indicator of breast cancer are still controversial. Most studies suggest that ERβ is positively correlated with epidermal growth factor receptor [22] . ERβ inhibits apoptosis of tumor cells and thus ERβ positive expression suggests poor prognosis of breast cancer. However, some studies indicate that ERβ confers a good prognosis of breast cancer [23] . In this study, ERβ and Her-2 was positively related (P < 0.05), suggesting that positive expression of ERβ may be a poor indicator of breast cancer prognosis. This result was consistent with the data reported by Huang et al. [24] . They found that positive expression of ERβ indicated poor distant disease-free survival (DDFS) rather than the overall survival time. ERβ may be related to distant metastasis of breast cancer and the overall survival time of the patients with positive ERβ expression was significantly lower than the ones with negative ERβ expression. The cumulative tumor-free survival rate was analyzed by the Kaplan-Meier method. The cumulative tumor-free survival rate of the patients with positive ERβ expression was significantly decreased. The Cox multivariate analysis showed that ERβ expression, clinical stage and postoperative chemotherapy were independent risk factors for breast cancer prognosis. The positive ERβ expression was Figure 2 Survival analysis of breast cancer patients with negative and positive ERβ expression. Kaplan-Meier survival curve was displayed. The differences in survival time were analyzed by Log-Rank test. The patients (730 cases) were followed up for 2 to 10 years. During the follow-up time, 21 patients were censored. Patients died of other diseases, lost to follow-up at the time of last contact or before study cut-off were censored. a high-risk prognostic factor, suggesting a poor prognosis in patients with positive ERβ expression. The underlying mechanisms of the role of ERβ in breast cancer might be related with the following two aspects. One is that through binding with ERβ, estrogen can activate G protein which rapidly inhibits c-Jun N-terminal kinase (JNK) pathway and apoptosis of breast cancer cells [25] . The other one is that ERβ could regulate the expression of related genes in the Wnt signaling pathway [26] . Thus, ERβ could regulate the cell proliferation and invasion of breast cancer. And its expression is closely related with the recurrence and metastasis of breast cancer. In summary, ERβ was differentially expressed in different breast cancer molecular subtypes. And ERβ expression was positively correlated with Her-2 expression. The cumulative tumor-free survival time in patients with negative ERβ expression was longer than the ones with positive ERβ expression. Multivariate analysis indicates that ERβ was an independent risk factor for breast cancer prognosis. Therefore, we suppose that combined detection of ERβ and ERα would be beneficial to better assess the proliferation activity of breast cancer and to improve the accuracy of prognosis evaluation in patients with breast cancer.
